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Selection of Stable Reporter Cell Lines 
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4.1.1. pFR-Luc Plasmid 
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Binding Elements 
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Luciferase 



Sequence of GAL4 Binding Element in the pFR-Luc Plasmid 

GT CGGACTACTGTCCTCCG AG CGGAGTACTGTCCTCCG SEQIDNO:9 
AG CGGAGTACTGTCCTCCG AG CGGAGTACTGTCCTCCG SEQ ID NO: 10 
AG CGGAGTACTGTCCTCCG AG CGGAGACTCTAGAGGG SEQ ID NO: 1 1 
TATATAATGGATCCCCGGGT AC CGAGCTCGAATTC - - SEQ ID NO: 5 
--CAGCTTGGCATTCCGGTACTGTTGGTAAATG-Luciferase SEQ ID NO: 6 
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4.1.2. Fusion Transactivator Plasmids 
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4.1.4. pFA-CMV Plasmid 



BamHl Sff\ Sma\ toRI Xba I Hind III Pstl Sael Kpn\ Bgi II 

GTA ?CG CCC fiSft TK KG Cgg SCT GG* ATf fTA GAA OCT TCT GCA CA S CTC fifiI_AJ S ASA TCT TCA ATA ACT AC 
vs P B SCRASILSXSA ELCTR S * -« 




SV40 3' splice 
SV40 poly(A) 



Msf II 
3718-H 



3391 



Woe I 
3108 



C/ol 
2446 



Mlu 11492 
S$pl 1514 



A/oe 11825 

bla' 

S$p I 2067 
MsMI 2086 
Ns/12178 



Nsi I 2250 



4.2 Preparation of medium and reagents 

Luciferase Asay Reagent (1 x) Cell Lysis Buffer (5 x) 

40.0mM trucube (pH7.8) 40 mM tricine (pH 7.8) 

0.5 mM ATP 50 mM NaCI 

10mMMgSO 4 2 mMEDTA 

0.5 mM EDTA 1 mM MgS0 4 

10.0 mM DDT 5 mM DTT 

0.5 MM coenzyme A 1% Triton® X-100 
0.5 mM Luciferin 



* 22 3KM * ' 
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4.1.3. Control Plasmids 



pFC2-dbd: 



CMV Promoter 



Gal4-dbd (1-147) 



pFC-MEKK: 



CMV Promoter 



MEKK (380-672) 



pFC-MEKl ! 



CMV Promoter 



MEK1, S218/222E,A32-51 



pFC-PKA: 



CMV Promoter 



PKA (catalytic subunit) 



pFC-MEK3: 



CMV Promoter 



MEK3(MKK3), S22 1 D, T22E = 



